The homogeneity of purified NAD-glycohydrolase (EC 3.2.2.5) from Group C streptococci was demonstrated by analytical ultracentrifugation, disc electrophoresis and immunochemical analysis. Together with earlier characterization procedures the data show that the enzyme is homogenous in molecular seize, molecular form and electrophoretic charge. In addition, the enzyme has been shown to possess strong hemolytic activity which could be activated by thiol compounds. It was concluded from the analytical data that NAD-glycohydrolase-and Streptolysin-O-activities are catalytic functions of one protein molecule. Therefore the lysis of red blood cells by Streptolysin-0 may be regarded as an enzymatic process catalyzed by an NAD-glycohydrolase.
Material and Methods
The protein concentration, the NAD-glycohydrolaseand Streptolysin-O-activities were measured according to the methods described earlier 16 .
Analytical ultracentrifugation
The sedimentation velocity pattern of purified NADglycohydrolase from Group C streptococci, H 46 A, were studied in 0. 
Disc electrophoresis
The disc electrophoresis of purified NAD-glycohydrolase was carried out in 6% Polyacrylamid gel, in 0.1 M Tris/HCl buffer, pH: 8.00, 4 °C, 5 mA/tube, 1.5 h. The specific activity of the enzyme was: SA = 2.7 x 10 2 units NADase/mg prot; 100 y protein/tube. pH: 7.8. NAD-glycohydrolase was detected with pooled human y-globulin, 16%, code Nr. 3324, Behringwerke Marburg, Lahn, Germany. In the range of equivalence 70 y of the enzyme protein were applied to the whole (Fig. 3 a) .
Immunodiffusion

A modified immunodiffusion technique on a blood agar slide was used to demonstrate the hemolytic activity of the purified enzyme as well as to demonstrate the inhibition of the hemolytic activity of NADase by different immune sera (Fig. 3 b) . To the central slit of the blood agar slide 65 ju\ of NADase (5 mg prot/ml, specific activity: SA = 1.5 x 10 3 units NADase/ml ^ 1.3 x 10 5 hemolytic units/ml) previously dialysed in isotonic NaCl solution containing 10 mM cysteine, were applied. The inhibition of hemolysis was tested with three different immune sera: Anti-NADase, 4200 antiunits; anti-Streptolysin-O, 3486 anti-units/ml; pooled human y-globulin, 16%, code Nr. 3324.
Results
NADase has been isolated from culture supernatant of /^-hemolytic streptococci, Group CH46 A*, as reported earlier 16 . During the purification procedure the quotient, Q, of the specific activities (in terms of
indicating the efficiency of a separation step, was followed. The constancy of the (Rvalues (see Table) suggests that an efficient separation of boht SLOand NADase-activities did not occur. It seemed therefore essential to investigate the pure state of NADase. However, because of the lack of an absolute criterion of homogeneity, a variety of characterization procedures were employed. These methods usually characterise macromolecules on the basis of various physicochemical properties i. This work was supported by the Deutsche Forschungsgemeinschaft.
